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Supplemental Materials and methods
The primer sequence for methylation analysis. The FoxP3 promoter region was PCR amplified using the following 
nested primers: outer primer forward, 5′-TTTTGTGATTTGATTTATTTTTTTT-3′; outer primer reverse, 5′-ATACTA-
ATAAACTCCTAACACCCACC-3′; inner primer forward, 5′-TATATTTTTAGATGATTTGTAAAGGGTAAA-3′; and 
inner primer reverse, 5′-ATCAACCTAACTTATAAAAAACTACCACAT-3′. The FoxP3 CpG island region was PCR 
amplified using the following nested primers: outer primer forward, 5′-TATTTTTTTGGGTTTTGGGATATTA -3′; outer 
primer reverse, 5′-AACCAACCAACTTCCTACACTATCTAT -3′; inner primer forward, 5′-TTTTGGGTTTTTTTG-
GTATTTAAGA -3′; and inner primer reverse, 5′-TTAACCAAATTTTTCTACCATTAAC -3′.

The primer sequence for restriction enzyme accessibility assay. The primers and probes used for the PCR were: 
5′-CTAATACGACTCACTATAGGGC-3′ (T7 primer); 5′-TCGAGCGGCCGCCCGGGCAGGT-3′ (nested primer); 
5′-CCTTCTGCTCCAAACCTCAGTATTT-3′ (promoter primer); 5′-(6-FAM)-TGGTGGTGATCATATGCAT-
GCTTGCTAAG-(TAMRA-6-FAM)-3′ (promoter probe); 5′-TGTGACAACAGGGCCCAGAT-3′ (CNS3 primer); 
5′-(6-FAM)-AGGAAAACATATTCTATGTCCCAGAAACAACCTCCA-(TAMRA-6-FAM)-3′ (CNS3 probe); 5′-
AGAGGGAAATCGTGCGTGAC-3′ (actin primer); 5′-(6-FAM)-CACTGCCGCATCCTCTTCCTCCC-(TAMRA-6-
FAM)-3′ (actin probe).

The primer sequence for chromatin immunoprecipitation assay. The sequences of the primers and Taqman probe 
for the FoxP3 promoter were as follows: 5′-GCCAAGCCTTGGCAACAT-3′, 5′-CCTTCTGCTCCAAACCTCAG-
TATTT-3′, and 5′-(6-FAM)-TGGTGGTGATCATATGCATGCTTGCTAAG-(TAMRA-6-FAM)-3′, respectively. 
The sequences of the primers and Taqman probe for the intronic CpG island were 5′-TGTGACAACAGGGCCCA-
GAT-3′, 5′-GCGTTCCTGTTTGACTGTTTCTT-3′, and 5′-(6-FAM)-AGGAAAACATATTCTATGTCCCAGAAA-
CAACCTCCA-(TAMRA-6-FAM)-3′, respectively.


